Leaf cutting/enzymatic digestion o/n 



Protoplast filtration/purification 



Incubate 



Transformation: co-cultivation 
w/ Agrobacterium 



Protoplast washing/selection 



Protoplast embedding: in 0.3% agarose 
culture in /0.3M K4 medium 
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REPLACEMENT SHEET 



Figure 1 



Media change: 0.2M K4 medium 



Incubate 
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Media change: 0.1 M K4 medium 



Initial scoring for transformed 
phenotype (hygR) 
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Media change: 0.1M K4 medium 



"Surface plate" microcalli 
from agarose 



Media change;: 0.1M K4 medium 
Begin screening larger-sized 
microcalli 
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